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300 ' A fJ cn « with a known sequence is broken down into tetramers that 
overlap by 2. After synthesis the tetramers are resuspended for the shuffling 
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301 - Two step Tetramer Shuffle: 20-tetramers are shuffled 
together using Pfu (-) polymersac one shuffle of 40 cycles 
another with 25 cycles creating 40-mer's 
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302 - Two Step 40-mer Shuffle: Several 40-mer-*s are shuffled 
together also using Pfu (-) polymersae one shuffle of 40 cycles another 
with 25 cycles creating an oligo of gene length 
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303 - The product from the second shuffle 
is digested with 2 restriction enzymes and 
inserted into the pcDNA3.1 (+) vector 
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304 - The p las mid with insert is then transfected 
into £1 coli where it is grown and selected. 



305 - The p las mid is isolated from the ELcoli 
cells where it is then transfected into MCF-7 
cells to observe signs of expression. 



FIG 3 
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DESIRED SEQUENCE TO SYNTHESIZE: 
5' CGACTCACTAT 3* 
3' GCTGAGTGATA 5' 



FRAME 1: 5' CGACTCAC 3' 
3' TGAG 5' 
3' TGAG 5* ON MINUS STRAND 
HYBRIDIZES WITH BOTH CGAC 
AND TCAC WITH AN OVERLAP OF 2 



FRAME 2: 5' GACTCACT 3' 
3' GAGT 5' 
3' GAGT 5' ON MINUS STRAND 
HYBRIDIZES WITH BOTH GACT 
AND CACT WITH AN OVERLAP OF 2 
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FRAME 3: 5' ACTCACTA 3' 
3' AGTG 5' 
5' ACTA 3' ON PLUS STRAND 
HYBRIDIZES WITH ITSELF 
WITH AN OVERLAP OF 2 
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FRAME 4: 5' CTCACTAT 3' 
3* GTGA 5' 
5' CTAT 3' ON PLUS STRAND 
HYBRIDIZES WITH ITSELF 
WITH AN OVERLAP OF 2 
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CANNOT BREAK INTO TETRAMERS WITHOUT 
GENERATING ERROR-PRONE COMBINATIONS 
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INSTEAD BREAK INTO ONE PENTAMER AND TWO 
TETRAMERS, FROM FRAME 1: 



I 



FRAME 1: 5* CGACTCAC 3* 
3' CTGAG 5' 
3' CTGAG 5' ON MINUS STRAND 
HYBRIDIZES ONLY WITH 5' CGAC 3' 
WITH AN OVERLAP OF 3 



FIG. 7 



